Immunocytochemical staining has been used to detect putanyc autoimmune B-cells in rabbits undergoing chronic allotype suppression.
This condition is seen in heterozygous rab. bits exposed perinatally to antibody against the paternal immunoglobulin allotype.
Such animals develop lifelong suppression
for this allotype and have been used as models for study ofantibody-induced disturbance ofimmune regulation.
Normal rabbits deliberately inununized against a heterologous allotype were used to establish the feasibility of identifying cells forming anti-allotypic antibodies in ayostat sections of rabbit lymphoid tissues.
Incubation and stain-
Introduction
Experimentally induced allotype suppression in the rabbit serves as a model for study of antibody-mediated regulation of immunoglobin (Ig)production and expression (cf. Ohama et al., 1985) .
Perinatal exposure of heterozygotes to antibody directed against paternal Ig determinants leads to lifelong impairment of Ig secretion of the paternal allotype (Dray et al., 1983; Dray, 1962 et al., 1983; Adler, 1976; Lowe et al., 1975 In previous work, we described a new technique for in situ detection of allotype-bearing cells in normal and chimeric rabbits (Claassen et al., 1986a; 1987 et al., 1986; van Rooijen and Claassen, 1986 ). In the present study on allotype-bearing cells in relation to auto-anti-allotype forming and/or binding cells, we combined the method for identifying AFCs directed against gamma globulins (van Rooijen et al., 1984a (van Rooijen et al., , 1984b or for detecting immune complexes (van Rooijen and Kors, 1985) with our techniques for identification ofallotype-bearing cells during an immune response (Claassen et al., 1986a (Claassen et al., , 1987 
Detection of Spontaneous
Auto-anti-allotype AFC. Suppressed rabbits, with suppression indices (ratio of non-suppressed:suppressed allotypes in serum) ranging from >6400 to 10 and aged 10 weeks to 44 months (Ohama et al., 1985) , were bled and killed by iv injection ofsodium pentobarbital;
spleen, lymph nodes, and bone marrow were collected. Portions of these tissues were used for enumeration of membrane Ig-positive (mIg) cells by a rosette assay (Ohama and Adler, 1984) , and other parts were snap-frozen in liquid nitrogen for preparation of cryostat sections. Incubations were performed as described in Table 1 , and AP and HRP activities were revealed as described below.
Animals and Reagents
Rabbits used for these studies were bred in our own colony of pedigreed (Romeis, 1968) . et al., 1986b) . These were localized mainly in the outer periarteriolar lymphocyte sheath, as shown in Figure   2 . Staining with anti-b5-AP or anti-b5-HRP not only revealed few mIg cells, as stated above, but also showed only occasional AFCS of the suppressed type ( Figure  3) . These b5 AFCS were not found in groups as described for b4-bearing AFCS ( Figure  2) , nor were they usually accompanied by b5 mIg cells. AFCs as violet cells (Figure 5b) , whereas anti-b5-HRP and b5-AP produced only blue AFCs, indicating that all anti-b5 AFCS were of b4 origin.
Preparation of Conjugates

Results
Detection ofAllotypes in Suppressed Animals
Anti-b5
AFCs could also be found in the bone marrow (blue cells, Figure  5a ), but very few were demonstrated in the mesenteric lymph nodes. When (b4)b5 rabbits were examined in an analogous fashion to that just described for h4(b5) animals, i.e., with b4-and anti- 
